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The genomic approach used to clone the receptor-
like protein AtELP was more complex than indicated
in Ahmed et al. (1997). After it was reported by N.
Paris at the 1995 Keystone meeting that several ho-
mologs of BP-80, a potential vacuolar protein-sorting
receptor isolated from pea (Kirsch et al., 1994, 1996),
were present in the Arabidopsis, maize, and rice da-
tabases, we attempted to identify ESTs for plant
protein-sorting receptors. To achieve this, we per-
formed computer searches with various consensus se-
quences (Tyr motif and various Cys-rich motifs) of
receptors involved in endocytosis and protein sorting.

Sequence alignment of the Cys-rich B.2 motif of the
animal endocytic receptor low-density lipoprotein
receptor superfamily contains a consensus sequence
with the longest uninterrupted stretch of five amino
acids (NGGCS). Many variations of this consensus
sequence occur in various proteins and we searched
the Arabidopsis EST database at monthly intervals
with a number of variations of this peptide sequence.
Specifically, a search of the Arabidopsis EST database
with the NNGGC sequence using the Motif Explorer
program identified two ESTs (nos. T22799 and
T43896). BLAST analysis of T22799 identified another
Arabidopsis EST (no. R29853). A search of the Gen-
Bank at the National Center for Biotechnology Infor-
mation with the sequence from R29853 identified two
new Arabidopsis ESTs (nos. R90202 and T42090) and
three rice ESTs (nos. D40971, D41226, and D40769).
All of these ESTs were partial clones and were within
the same region of a protein. We obtained all four
Arabidopsis ESTs from the Michigan State Univer-
sity, Department of Energy Plant Research Labora-
tory Genome Sequencing Project in September, 1995
(Newman et al., 1994), and upon restriction digest
analysis, we decided to concentrate our efforts on
nos. R90202 and R29853.

To obtain a full-length version of R90202, we used
an antisense primer corresponding to the 5 end of
the R90202 clone, the T7 primer, and the PRL2 ¢cDNA
library (Newman et al., 1994) as a template. A PCR
product was isolated that had a partial 3’ end se-
quence identical to the 5 end of R90202. Further-
more, the partial 5" end sequence of this PCR product
was used to blast the Arabidopsis database. The 5

end sequence identified two Arabidopsis EST clones
(nos. R30384 and Z38123). We obtained R30384 from
Michigan State University and found that it con-
tained the largest insert of all of the five Arabidopsis
EST clones (nos. T22799, R29853, R90202, T42090, and
R30384). The clones nos. R30384 and R90202 were
sent for complete sequencing. Analysis of the se-
quence indicated that the two contiguous cDNAs
shared a 130-bp overlapping region, and when fused,
indicated the presence of an open reading frame of
623 amino acids, the exact size of BP-80, as reported
by Paris and Rogers (1996). Using site-directed mu-
tagenesis in the overlapping region of the two con-
tiguous EST clones R30384 and R90202, we con-
structed the full-length AftELP. An extensive RNA
and genomic DNA analysis (by PCR and Southern
analysis using probes and primers from various re-
gions of the two ¢DNAs) all indicated that the two
contiguous cDNAs are derived from the same gene.

The full-length nucleotide sequence of BP-80 from
pea and homologous sequences from maize and Ara-
bidopsis were deposited by J. Rogers in the GenBank
database in December, 1996, and this is acknowl-
edged in our paper (Ahmed et al., 1997). These se-
quences are also reported in a paper by Paris et al.
(1997). The BP-80 from pea and AtELP sequences
show 70% identity at the amino acid level when
several gaps are introduced. The function of AtELP is
not known at the moment.

Abbreviation: EST, expressed sequence tag,.
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